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[oooi] mmwm^K^w^^t^&m^wim^&vxmm^mK 

[0002] fflt<Dm&\z&wmtfy%m<zm&. mmmm^m^. mm.vmtzz.tfr 
mtoxmytz&Zo m^^x^z.(Dmmmmx^ 0 ^x\ &m?:ss<?&s* 

df-jt.ti>>^'/V^.^M*f~'5Autographa californica nuclear polyhedrosis virus (AcNPV)<D 

&ttmtvxmmtz^m&mm£fLX\,^mm$3cm\ 

m^t^x^mxh^fr,^^^4^(Dmmiaim^^Mgm(m^^cMi 
2, zw^wtfffeL, ztifr^^ri^^/v^^m^^^Mmz.m&.tZo gp64 

7 p ©Sl!^tcB8-^i-5^^-?^"e*>5*dS^ie>tLTV>5 0 ^<Dgp64te, thS^fei 

m^^titm^^ u,tL,xwm£tiM<, #L&mwzsete&m&tzk, m&j 

ffiM£Qi>gp64iztttZ>tftfc&M&£tiMi<\ ^ofzib. /^an^/^M^S: 

^^^^^(J^T^ rTgmj£l>5)tf s #JW£*Lfco ^^>Tgm(^T, r gp 64TgmJ 
£V>5) tt. ^^^^i-^Wft)^^rt^M^^IWI«^^tt(Dgp64^# 
LtV^o *<DfH#), iOTgmtt, P fc 9Httit^^l^#^gp64^*fL^Sm^^b 
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[0004] U6>Uetfse> % gp64Tgmtt*smdS|S^€rr, H^^^^tL^ 

Wfr^tSfclrWO 03/104453 

##fF3Ciia: Biotechnology , vol.13, 1079-84 1995. 
##fF:£ik2: Journal of Immunological Methods, vol.234, 123-135 2000 
#4#ffF JCfifc3 : Journal of Virology, vol.70, No.7, 4607-4616 1996 
##fr^Cfi£4: Journal of Virology, vol.69, No.4, 2583-2595 1995 

[0005] ±i£i,fcb&v, ±mgp64Tgmn^^^4/^^m^^xm^^:fcm&M^M 

V ^-S#^Tgm(Diljm, ^^^©fjl^Tgm^V ^^#^§^&#£»trr 

[0006] #03&K#S>fcJ:, l*m^jtffl]0iJ^i^H^*tmrt^^J^im±-^gp64(D^m^J: 
SfcfiLfc, gp64(^*)Ol^Kii^^IiJl^b/cRr^gp64 (J^T, r 

sg P 64j^V^)^pCAGGS^^— (Gene, vol.108, 193-200 1991) ^o/^sgp64^ 
I^-(£1T, r p CAG-sg P 64^^-J^V^5)^*^b^ 0 ZLth^V^zMM^ 
T, sg P 64Tgm^f^«bfci!^^>, ftTgm^Sl^iis£H£#U «(Z)*f m<^it#pf|!lj£ 
V^KM^^S^OEfcBbUfco ££>^, ^tv^>sgp64Tgm*Dj;t/3^ r .n— 
h^^^-iy^-^^^m^^^^-n^/v^-e^L. ilM^^b, gp64^^f-r 

tt\ gp64KMi~^^m^nXV^fcidK sgp64Tgm-ef*gp64^*fi-§^:#:«i5^ 
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[0007] [i] mm&w^mmm&m^-^fcmm^^nvfc^hmmo 

[2] rt^m® ^m^—^vf^mm^mm^hmA^nf^h^^^y^m^ 

[3] rT^MS a«^-Kbfc*^^-^^^^^agA$^h7^^^^^»]^ 

[4] 1161/5^^**^, [l]~[3](DV^-f^^-WE«»#tM!]^o 
[5] ^/^^^dr^a^/^-CfeS, [4] \cmm(D4¥i:bm^)o 
[6] JH®fi«^ gP 64-efc§, C5]|B*<D#tMI]^ 0 

[7] nmmm&mmnmmm:XM^zvtex&z>, mwrn^m^mmo 

[10] H^58tg^i-a. [6]~[9](DV^-f^^-fE«(D#thtb^o 

Cii] [i]~[io](Dv^^^lBmo#th»j^^ ^W^L^^-r§^J®-e 
[12] ^SJ^^^/^i^fc^o-fp-e^, Cii]fB«(D^;#:^^o 

[13] ^^/^^y^^^n^/V^-e^, [12]fB^(D^L#:f^M*-^o 

[14] mM$cmmm&mx&^ ai^^^^ti^ctm^m^m^ 

c 1 5] [ i ] ~ [ io] um<DWtYmm^t*m*fc%^~rj*o 
[ooo8] ±m*mm(DmM&&MK-r%fctb\^ mmtts:^^^(Dmm(DM^mm 

jj§c«\ ffim&&mirzfrM<v^nfrhmuirZ)-ttfx%% 0 MJtmtt. sen. 
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mm. mm, &z^temm®mt£¥*mm&&^®ntL,x%at>tix^z> 0 m&}& 
mt±. jzmzftfe~rz>i><Dx&z>^tbx%z>u Aiwi^mo^ott) 
&v\ Ax.mz&tffetntbniz.^ &tett^&ffi&mmvx4m£tiitmfrm 

[0009] r^^^Cback ground antigens)j bit, SlfOS4&fiL^V ^]J§C$:5£S^ 

f±i^*t^SSf^, 1g%:$LmkL,Xm'tz.b&X%Z> 0 m&ttmt^ n&jb 

[0010] r^^^^(immunotolerance)j $^%^<0^^b?£ttnM CMMW. 

;immunotolerance antigens) \CM\^XWMffilZfzJ&)t^fc9<fotlZ>fa, tttitl&T 

•rz>z.t&m 0 jEm^&W}®<D%&miztt^zft&}&mzttvx. hzmfc^m 
z%mm^ttir%&mfommT^x\, *z>tg, ^.<Dmmt%mmKMir^m% 
m^ir^bm 0 t^b^%mm^^±m^im^ti^%^m^Mir^i^ 

[ooii] mi-ammmxm^^f'^mmgmMi^(Di&mm^irmxh^ 0 1^^720^ 

[gii-b]^M-efflv>fc Br^Mgp64»^(D^ga^j^-rig-c^ 0 7213^ 
i486i^S^i- 0 

[m 2]pCAG-s gP 64-<^— o^^: W&tfi El Sr^-f - H -efe^o 

[®3]Anti-Mouse IgG^JlV vfc^^^/n^Hjfflf ^J;*9, sgp64Tgmf3:3oV>Tgp64 
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[0012] ^rnmit. m^wsjmz.m^w^xm^^mm^xx^^Mw^ 

[0013] ^mmxfe, j^u^m^ tt^ittiief« 0 ^^mti^xmm&m 

&t£b*&mfbfo%<, tctx.^ s<*~nv^xmm.&&m\<^xM&ttmtL,xmm 

mmztizwr&in-z, ^mmt^xmm un^mKm^E-r^o 
[0014] mm&nit^ mm, &i*m&mi£i>x^z&&n&m&iu mz.t£. £ 

mmm, m^m(Dm^mm^x^^mmm^mm).m^m<D\HmK^Lmir^ 

[0015] ^M©^f^3fi^'7 t A©*fchlb'»-Ctt, -hlBWft^tJm^bT^Jm^^m 
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^mm^^&mm^m^^m^mm^nx\^K *mwx^ *imk£ 

o 

[0016] r*jmmm&mtte, ^m±xm^xi^mm^n(^m^m&m)^ 
^wm^xmmM%£o\^mjz.m&n%m^o A^m^t^m), m^^mc 

fom^xmm.zitmzxyiz.vjmmt^xi^o mmsn^zm^^fomt 
\,^m&^mzxmm^%fem<Dfrm-itvx, ^mmxnmm&n^mm 
tvx^mtm^mxmm^mtt^t^^x^^%m<Dmm^m^M^^t 

[ooi7] mm&m&nm-mkirz&mtLx, ^mmx^mi^n^micmm&m^- 

mm &m&m8&f\-xmm£^tmz>m, mnmmm^-^xmxh^xhx^ 
mnmm^i^xmxhoxhxw mnmmmt, —m^osor^yrnxv^ 

i*9, ^immt^xhxw 
[ooi8] ^ mm fi« ^ bt^ms &mz.&mi-z>m&. m nmmm^^m^tx^xm 

^%m^mmvn^m^mm^m^tcmm^m^ir^thx^ 0 
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[0019] _hts "smmm mm&wmfrhmnmmw^&xm^zum^ m<o 

[0020] bT^M® &«(D*»[J^b-C, s***LVtrsCA,xmm fi®gp64(D#^^!|^^{f 
IfeM-rSo gp64f*E^!l#-^l|E4fe<DDNAE^|^=J— K$tb, i©5^flHHM«£W: 
1465^^)^1515:^^ »^^^«1^^^1464^^^=i— K£*VTV^ 0 L 

5^gp64^<D^n^yT^^lf^^#Up64(Z)^Sm^^fl^U#§tBH-e j e(7) 
[0021] r5LfcW^M®e«^-KLfc®^^#th»]^^^^, & 
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Mf~%Z.b&X%5 (Proc. Natl. Acad. Sci. USA 77:7380-7384(1980)) 0 ^flcftjfcfSu 

[oo23] ^mM<Dnmmm&M^—^tc.mu^^ir^^hmm-i, ±mh? 
^mmgp64^w^tcb9>^^y^^imj}^<mmir^-t^x^, ^<d^ 

m&£VJ£<mm^1r\^(DbirZ)Z.bfcX%Z> 0 
[0024] «§K<DflHS rT^MS ea^-KLfcitf5^^#Lfc#thtb^^, 
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[0025] fc*5 % ^M©ir*^tC^LT^|K*^^^^fchS(l«llJ:*5V ^T, & 

[0026] *mwte±mmm &m<D-*s$mLm &m.*^-yutMfettm$\^tz.mzmm 

[0027] ##WlCfclt3&&]JiCfc:tt. ^W^^^t-W^J^^bT^/K^lfMa® 

[0028] #3£W<£>#L^ij§C£LT, W^jgtbTJ^S 

<D&m^5Zk&-e%Z> 0 Mlfa^V^xtebl^ W^#w^fb1\ *<D—n#<D 
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[0029] ^mm^n%Mitu<^&w,(D~ v^/^m^, $&^-r^ 

w-^cDm^m^m^wm-r^^mt^x, n^-mm^m 

m&Mxhm^w^M^x^mmmz.^%m^mmirti}-£. ^mm^m^ 
<ttfc<Dftm^m&£vm\\Kmm-r%-t&x%z> 0 
[0030] ^mm^^^x^ fimw^xm\^^-bi)>x%z>v4/v^(D^x\ ujm^<d(d— 

[0031] ±ms<^vV4^mm^xmm^m%^M^m^\z.tt, m^mmn^< 
mtmtvxmmu^z-tfrh, mm^MU^mtvxi-imm &m*=*— k-ts 

[0032] /^^n^7^^V>T^W^-efc§i^Sfi«^?i.^§^^b-r«, #!l 
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W098/46777&TJSLoisel£>(T.P.Loisel et al., Nature Biotech. 15: 1300-1304 

%m%~t&x%z> 0 

[oo33] ^mm^m^x, th^4^t^mmbuddm g )K^m^mm^hMcm^n^ 
v4/^<Dmm&^mtebi.fr%m^&M&m^ir&^b&x$% 0 m%M. 

and Summers M.D., Virol. 167: 56 (1988))frh^Mt£^X&%b3§X.hthX\/^ 0 

[0034] m^w-xh^^m ew^mbTv ^^v*^ 09*.ri, a jc 

#Si^^-e^^o *fcte\ _hiEcDW098/46777 / S.t^Loiselfe(T.P.Loisel et al., Nature 
Biotech. 15: 1300-1304 (1997))<»^i(Dil(^ MttSei^-Kt^Iti^ 

/<*^viV4/^<Dm±K^mv£m&w&m^^%^bhx%Z) 0 */c. strehiowM 

D.Strehlow et al., Proc.Natl.Acad.Sci.USA. 97: 4209-4214(2000)) <Djjfe(D£.o\Z., 



WO 2005/094572 



12 



PCT/JP2005/006298 



— ^Cft^SMoloney murine leukemia^ 4 /^(D^±K^M\^W ® 

[0035] iim(D£o\z^xmM&titdm&7LV4^n, ^m^z-x^^mK^Jom 

Mi~Z>~t&X%% 0 if ;Mig^Ba^[>jfe(augment densitygradient 

centrifugation)(Albrechtsen et al., J.Virological Methods 28: 245-256 (1990); 
Hewish et al., J.Virological Methods 7: 223-228 (1983)), lMX#B£(size exclusion) 
^xi^rY^f^Z^^— (Hjorth and Mereno-Lopez, J.Virological Methods 5: 151-158 
(1982); Crooks et al., J.Chrom. 502: 59-68 (1990); Mento S.J. (Viagene, Inc.) 1994 
Williamsburg Bioprocessing Conference), ^/^n— ^ /VfaW-lkXf-'?^-- 
^WM^&^lfftlsfcTyj^J— Vxi^rW^J— (Najayou et al., J.Virological 
Methods 32: 67-77 (1991); Diaco et al., J.Gen.Virol. 67: 345-351 (1986); Fowler, 
J.Virological Methods 11: 59-74 (1986); #S^97/032010), DEAE^^^n-^ 
(Haruna et al., Virology 13: 264-267 (1961))^r>^7^£fjt tH - ^ 

mmi>xh&\\ 

[oo36] j;5 KMU^fit^mm^m^x, ftmmm&fmirZio ^mmxm v ^ti 
^mmm^^mm^K^ti^^mx^mm&WKML-x^%m^ 

[0037] ±m\c^^xms&wmm^^^x0m^mm^tvx^fc^^vi^47P^ 
^w^gpe4\m^x^m%mmm^titc^hmm^m^^b^m-^^ \ 
hx^^Kmmmcmmm^ir^t^hmmmK^m^ti}x<mm-^mfmm 
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[oo38] ^mm^m^m^m^tiu, ftMiLtiiaioiftmsiM 
^\ ^^nry^;v^mmM^^w^n(Dmm^^^t\,x(Dm^. 

[0039] ft$s, M^^M#*t©*feii^©^ffi^v ^£tf5-c£5 0 

PBS(Phosphate-Buffered Saline)^£3S^^7k#-C}I=ii *^ffiT$^ IILfd<Z)(i 

^u^b^^T^^ummm^t^'&m^, 4-21 um-mmn^^> 
[0040] ikm^(Dmm(D^u^/^>±^ufc.^t^mm^f^ fmxJzM^timJt 
CULT, ~tL%mm^xh£\<\ 

[0041] *^0^(D^#:^M^&^^/^n-^/v^Lft:^^^^^^TtJ:v\ 

u^./v&_kg-irz,cD&mm^fc-& m^imm^h^wM&u^mmvx^n— 
~>y-rz, 0 ^M^mmtL,xi^ fctx.m¥mm^m\^^.t^x^ 0 ^w-m^. 
m&<o?xi—~isy\z.\^ mmk^mttm^z.bftx^z> 0 mm^m^mmtm 
&£ti%mjf(DMm%&b^x}^ tcb^umim^^v-^mmm^^tiZo 
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tvTV^(Galfre, G. and Milstein, C, Methods Enzymol. (1981) 73, 3-46) Q 

[0042] mmm^xwhtitc^^w—^i-i. m$immwix*mm-tz>z.bK£<9m$it5 
tiz> 0 mtRmmmfe, m^m^m^^^^m^w^bi^^xm^ 

&X%Z> 0 #cvve, M^<DP&##$^fe£||JfeU BMkirZ>#ifo&mtkirZ>^4zfy 

[0043] #cw-e, #^>tL^^^yK— ^^^HJKrt^#*L, i^^oj^tK^l-c^ 

4~*r4— *9J*t£b&mmirZ)Z_bftX%Z> 0 
[0044] r<D £5 ^#^fc^/^P— ^/V^te^ itfs^m^x.S#f^fflV>T0^$ 

Borrebaeck, C. A. K. and Larrick, J. 
W., THERAPEUTIC MONOCLONAL ANTIBODIES, Published in the United 
Kingdom by MACMILLAN PUBLISHERS LTD, 1990 #10 o ti^X-^ltfifcte, ^fh 

K-rsDNA^M^yK— wt-n^w-^M^-r^mmiy^nm^w-M 
[0045] $t>^ ^mm^mt-^Mu^w-^^^m^m^m^m^^^x, 

tfiW-Wift. W»r#5:i:U*^„ tcbx.^, tfifcmFrbVX^ Fab, 

F(ab')2, Fvx^mmbmm(DFv^m^v>^-xm^^fciy>^/^^> 

Fv(scFv) (Huston, J. S. et al., Proc. Natl. Acad. Sci. U.S.A. (1988) 85, 5879-5883) 

f£b*x&% 0 %im&mmbv,x^ tfy^u^w=i—/v(PEG)m<v&ntt^-bffi^ 
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[oo46] mm(D^m^m^mK^v^w-^(D^mnm^^^^t^x^ 0 tn^ 

t^-WO 93/12227, WO 92/03918, WO 94/02602, WO 94/25585, WO 96/34096, 
WO 96/33735#M) &miZl!?%:tn.m<D R^MS fi®^-K«jt^^^Ab, 

\im^mm^xxfm^mKMir^^%mm^w^x, @ m^m-eft 

[0047] £fc, ^^O^fe^j;«9#^fc^:#:«, &^S}Wm^1-5#fc^#£*<D 

nmmmt^h^mm^mmm^h^^^m^tir^-tmx^o &tc$&m 
-?mm) &£xtfei%mm^t£%wk&fobir%^tbx%z> 0 ~nh<D&m#Lfc 

#>£.Tfmm<7yzsmmmt. }imi^<Dmm^xxmm<Dm 

[0048] tMb^Lft:^, nnrfc (reshaped) Kbffifcti>foi5tl%&^ffifcX&Z> 0 fcMb#L#f2 
^ ^Stb^SJfe^^L^^ffiMt^^r^^^CCDR; complementarity determining 
region) th^i#:(Z)^Mtt^:^^#W-r^^^^J:o-r*^$^ 0 -^O— ^ 

[0049] AfrW^f*. ^^i$<VCDRttb#lfcCD7U--J*V--?'mi& (framework region; 

fr) £5^t£ffUhDNA@E?iJ^ ^MB^— 

5 £5 ^^b«f@^)^-y^^^^K^^PCRfcfe^J;i9^i-?, 0 #^/cDNA 
^-EP 239400 x S^#f^trjJK^P?i#^-WO 96/02576#flg) o CDR^bT3SI^$tL 
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£5 lz.#ifo<D ^m^^u— ZM^T^/Wt&WM^Xh J:v ^ (Sato, 

K.et al., Cancer Res. (1993) 53, 851-856) 0 
[0050] JCteu ^SW^<^f«£«^ fet#:^-Ki-§it^^-^#i-^^i:^-c 

bK£^x#if$&=i— v-r^m^^m^tmx^ mt-m^^RCRmK^ox 
mmi-&f'tb<D-79-(^-ft'£%ix&% 0 mhtit'm^%m^mm&?tm ^ 

^S»^S*(^fe ! i:#:<^ffiM'l4^:^^(CDR; complementarity 
determining region) ^h^^mW^mmm^^titlW^m JtWkittt 

[oo5i] v^x<Dm^??—ftt*&m\^xft&m&mmisfiim&, w^mvk*s»> 
^nx^^^^mm-r^t^xm^t^x^ 0 

[0052] Ji|EWft^M^^i-6^^m^»fl^^«$tb/c#th»^«,WJ:^©J^ 
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[0053] ±m-m^xtr^fz./<^viV4^mm^foni-£, ^jmmgp64^ 

v>5^ts:J;«5, gp64^^^]g^bT/^^ci>>^/^_h^#^L-CV^^t|-e^, 

So 

f^^mmm^^^\m^nt^x(D^n^mjcm'i, mmtvx^mmm^ 

[0054] IMMM 1 ] sgp64h^^> ? ai^^^-<^^— 

gp64it^(@E^j#-^ : l, ±M;i539bp)<Dmnmmm(u65mm^hi539mm) 
&xm^mf&mnm^%m^mm?mM»jmmgp64; i464b P , k?ij#^: 3) 

[0055] W gp64(D5 ' ^fSIB^TijIJ P»#EcoRIfgmffi?U ^KOZAKga^^ 
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l/fc5y?>fv- (64F1:5'~ GAATTCCACCATGGTAAGCGCTATTGTT-3\ SB^U 
5) ^g P 64(Dj^KM^[i:ti]^ia^J^EcoRI^ia^J^5'^^b^3'^ 
(s64Rl :5'-GAATTCTCATTATACATGACCAAACATGAACGA-3\ @S^IJ# 
-^-:6) (gl-a, Ell-b). *5j;tF7"^7V— hDNAi:b-CpCAG-gp64-<^— ^ffiV^ % 
^TCO^#"CPCR(Polymerase Chain Reaction)^^Tofc 0 PCRSi^^^^ffi-^fi 
, 10 x ExTaq buffer(TaKaRa) 5/iL, ExTaq#MdNTP5; i^^-Y — 4 £t L, y^^- 
64F1(10 At mole/L) 1 At L,^7^— s64Rl(10 /z mole/L) 1 At L, pCAG-gp64 (500 
pg/ At L) 1 ix L, ExTaq (5 units/ n L, TaKaRa) 0.5 /tL.HO 37.5 ix LtVfc 0 

2 

KJ^te, 94°C -e5^nf^Lf'^, 94°C 15#\ 57°C 30&&£Xf 72°C 30#^251M^ 
/V, ^<D^ 72°C 7^ML, 4°C{£#£Uc 0 Jfi|iM/^^K^pGEM-Teasy (Promega) 
\Z.y-y*?n— ^>Jf^ E.coli (DH5 a ,TOYOBO)^h7^^^— ALfCo Tizf^^r 
— (5'-TAATACGACTCACTATA-3\ IB^J^-^: 7), ^oX.USP&V'y^— 
(5'-CATACGATTTAGGTGACACTATAG-3\ E^J$^- : 8)^ffl V nT^p^- PCRg- 
ffV\ h^fltig£;Tlfc^n— ^(Di^^gS^IJ^ABI Prism377 DNA sequencer^ 

fflV^T, BigDye Cycle Sequence kit (Applied Biosystems)^T7^-f-^— % foSV^fi 

d^gp64^t?W>t^JIS#*Ecora«t3ai!:j;?j§J«JWU fMBS^EcoRI&SUfc 
pCAGGS^*— l£i?AU E.coli (DH5 a ALfc c gp64|fr>r©}f A 

^■lojtt, ffjiJPSBIiiXhol&J;^ Xbal MS^J;«9#^fc/^^K(D^X(^J2.lkb)-e 

^SfU pCAG-sgp64-<^— SrfEBJUfc(lE|2) 0 S^fHi^^n— >"^250 mLCOLB 
i#JM:;^37 t-e-lftfiU Endofree MAXI kit (QIAGEN)^fflV^T*f^b"C, 
(581.6 Atg)^r#f'o 
[0056] [Hii^j2]sgp64TgmWAZ: 

TgmftSKfclB V ^-r^v ? ^^^3^fflDNA^7^V^^(D|^B^*^ pCAG-sgp64-<^^ 
— £f|ilJI&BMfSalI:i8j;T^ 

tUU Gel Extraction Kit (QIAGEN)^J;9[H]i|XU r<D$r>r£3ng/ At «£5 

PBS"-C^*t-5^tl!:J:«5ffofeo DNA79^^hSrS£A^«^^Sfr»SI3K©lHlJ|5t 

fit, ^COi^^fT^ofCo i-Jfe^^, BALB/cA«t^^(0^WT)^jii##|3^!3®(5 
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i.u(DeCG(irnhnt 0 ^;^ia^)^ffil^rt^, $£>K:48l#|ffl«5 i.u(DhCG 

v?-^-^^^(D^ffS#T(#±l±), 190-207 2000) „ SB,2»»i4 
LTV^cK^, f^«l 0 g (D^^(D^^r»#PWi-, ^10f@fi)^(l»fc'920fi 

[0057] _hfE^fetc:^-3V^T, DNA7^^V^h^497#|<»BALB/cA-^r>^Bf)^WK^aA 
U ^<D5^^2|0JiS«Ki^^bfc43Oj®^fM^«^#PW^#*b/c o 

[0058] -^r>^M^SI^U Lysis buffer (50mM Tris-HCl pH8.0, 0.1M NaCl, 20mM EDTA, 
1%SDS, Proteinase K lmg/mL:TaKaRa)-e55°C — gft#LMLfc#, W-Wi&WlftM^ 
^(KURABO, NA-1000P)£Jll^V^DNA^trjU ^-^y^yh^^XX^PCR 

iffiLfc^VA DNA (15^ g^WS^EcoRI^SU T^—^/V-^WWi^ 
^a^^7V^(Hybond N+ : Amersham) ^ T/^VyvyhfeKXVh^^T— 
Lfc 0 $iJPW^EcoRI^aLfcpCAG-sgp64-<^^— COsgp64^-a-tf^ 

1.5kb<D|$rJt^fflV\ 32 Pt?7-</Vbfc^, H9^7r— LfcyAADNA^M^IJ^f 

X§^r§r^^J:«9iMfV^n^b^f o/c 0 ^:/y^fi?— ^a^te, 5x SSPE, 50%* 
;VAT^K, 5x ^V/vVh, 0.5% SDS^M^y^Vif— v'ayM^LtfflVX 45°C^ 
t-|/vf^!)^tt 0 ^n^V^V^(Dft^#», 0.1% SDS ^ti"2x 
SSC-C 65°C 304^ 0.1% SDS^tp lx SSC-C65°C 30^^"CiT^ofc o 

(^mBAS2000(FUJIX )KX, ^>^t^^tiJUc„ 
[0059] l£fc, PCR?£^J;5^AMfST-<»f§te, ±>*7°y^— ^_LfE64Fl^ 

i?^:/5M'-^--fa3:-LiEs64Rl£ffll\ ^T^^^f^ofCo PCRHJ^^^la 
J$te, ^V^DNA(100ng/ jtt L) 1 jtt L, 10 x ExTaq buffer(TaKaRa) 5 ju L, ExTaq#M 
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dNTP^J^-Y— 4 n L, Zf^^r— 64F1(10 » mole/L) 1 ju L, zf^^r— s64Rl(10 
At mole/L) 1 n L, ExTaq (5 units/ n L, TaKaRa) 0.5 ftL, HO 37.5 n L^Lf' c 

2 

/^HJ^^*^ 94° C"e5#^ 94° C 15#\ 57° C 30#\ 72° C 30#^351M^/K 72° C 
-C7#MML 4° C{£#£Lfc 0 Jt*B$tbfcS4fi»Sr«^C*S[iU #?J1.5kb<o^^K<o^r 

[0060] ±mJfmz.£V), 660»J<£>jgfP<D5*>, 3^!j^sgp64itf^^-^^> v §tlfcTgm(DNA^7 

o 3 |2E(DFounder^ 1 EE# s tt"t?2 fc c 
[0061] [^1] 











mtmm, m 


m%mm, m 


Founder 


1st 


120/133 


114 


61 


29 (15, 14) 


28 (14, 14) 


0 


2nd 


78/88 


76 


22 


4 ( 2, 2) 


4 ( 2, 2) 


0 


3rd 


102/111 


101 


55 


12 (7, 5) 


11 (7, 4) 


m i.«t i 


4th 


130/165 


126 


64 


21 (11, 10) 


15 (8, 7) 


m i 


Total 


430/497 


417 


202 


66 (35,31) 


58 (31,27) 


Vk2M l 



[0062] mhtlfcfoundermm^K^fcm^\ BALB/cA^;*£3£BE£itrfco Aflcftjfc 
F3\ _hfB3EEFounder(Z>f*k t|Founder (^^#-^-41) ^5^!j(Dlft| < k(D^ISiCJ;«926|2E 
0|jf^#f,Ji, i:^jSfF©rtl2|Z5^Tgm(Fl^^)-e*)0^ 0 J&«9tf>2|E(D«t 
Founder (^^#-^36*5j;t^51)^^^, ^tl^tll&m, 15^(DM^^htl, Tgm 
(Fl^^ m&$tt) \tttb^tlQm, 8PE-Cfct), HTgmfi^r^tUEE, lpE^fco 

[0063] [^2] 





«=WJ 






Tgm (Fl) & 


36 


Hit 


2 


iKf 7 It 9 


J)«5 *4 


41 




5 


flfii *S 15 


Ml 4 t£8 


51 




2 




MS 7 til 



[0064] [»0t|3] HTgm(D^5fitg 

sg P 64Tgm(Fl-7^)^8M^^^ofc0#^-T:\ BALB/cA^;*££BE£i»\ ^CO 



WO 2005/094572 



21 



PCT/JP2005/006298 



[0065] 374^<DFounderfrh^th^tlffihthfcMTgm(Fl^V*) (#— HE) £2#!|<Dltff £<D 
3XBB^J:«9, ^tvW9E(tt5, £|4\ 9E(tf«2, *§7\ 10E(tt6, £t4)tf>M^#^ 

[0066] sgp64tftTgm (Fl^^) O^^S 
13*3] 



5>f 






Tgm # 


36 


2 


ttt 5 it 4 


ttg 5 j$4 


41 


2 


«t2 Stt 7 


m.2 me 


51 


2 


lftft6 £K4 


lHf 4 & 1 



[0067] [Hifef?!l4] ^^^^n^h?i^J;Sgp64^*j-i-§hW7>-^(D^m 

sgp64Tgm^tii^^^r3.nr>--r/V^ (pepTl-AcMNPV(pepTl-BV)) ^J^T^il^ 
gp64^>?j-r§h^^^M^^^#^#bf'o 

IZE-C, 2[Hl^Sfi«0.5mg/E-e ; fTo/c 0 *fc2m^^HI^^^14 0^^fTo 

[0068] Tgm^^tt§gp64^^i-^bW7^^#Si~§fc^^^T(^^^^^^n5/h^| 

MUCjlV^pepTl-BV^ 12%>r7k£fflin g/W— ^"eal^^f^TSDS-PAGE 

iltf ^rl/1000*|Rb, SJ^^^c^. PBS-T (0.05% Tween20-^#PBS)^fflV^T. S 
ia-e5^rHl<^^#^3[Hl^ofc 0 l/1000#fRLfcBiotin-Anti-Mouse IgG( 

y XZymefD^Streptavidin-AlkalinPhosphataseCZymecD^r^jS^^/Co ^-fef^T/V^y 



WO 2005/094572 



22 



PCT/JP2005/006298 



[0069] Anti-Mouse lgGKX^^k^XU4¥b9>^^^ ^^;x(non-Tgm)Ti3:3|ZE^3li 
<2kfe&h/rv\fc(|g3) 0 — sgp64Tgm-e{*gp64^, H-£yk2?2fe*£>1\ sg P 64Tgm 

[0070] ^mem^^ ^^(D^^xi^^;v^(Dmmummm^^mx^fhtz.Y : y> 
w&mmztitco r*btegp64£v^sfi®^-Ki-5»^<D5^ i^ifif^ 

^r 3 -Ki-^IS^^S^$^TBr^Mg P 64^J| i (o^«9gp64^BM^t^m) 
[0071] ifcfc, _hfEoii<9, rT^SS aS^-Kbfcjt^^^^x^tifch^^^^^ 

or, ^m^i^^mtvxmm&m^m^vx^^^m^i^ mm 
^t\^xmir^Yy>^^y^mm^^mmt\^xm\^^t^mntf^ 0 

[0072] ^^<D«]^^fflV^^$^^:#:«, W^m^*f«*i#:^^^ 
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m^mm 

ft 5^111 IB*fe^)#thl!]^o 
[3] rT^MS S@^-KLfc»^^^^^^^A$^h7^^=5/^«]^(D^- 

[5] ^-r/^^/^df-^ti^/^-efe^, ft ^i!4^taiK<D#ths^ 0 

[6] US e«^ g p64-efe§. If ^«5fE«cO#thi!]^o 

[7] PTOSIS a«^^a^^tRbfcgp64-efe^, »^6fEigc<0#t:h»j^o 

[8] Rl^M® 6 «^ g p64(7)^^^^^^§. ft^ll6|B*^#tht!]^o 

[9] #thWj^^^-e&3, ff5j<:ij|i~8(D^-f ;ft^cfEigcO#th»j#/o 

[10] H^^fg^i-^, W^6~9(DV^^^^IE«(D#tMb#l 0 

tutE^^^i-s^^ 

[12] ^Si^^^/^i^^c^^^-fis-efe^^ ft ^illlfB«(D^L#:#M^ 0 
[13] ^/V^^/^df-^ri^/v^-efe^, ft 5j<iI12|E<fe^#:ftM^&o 

[15] m&m~iomm<D?¥KhW}®&iztt. ^»^ta 0 
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[Ull-a] 



To 64F1 20 s "375 4(5 50 " So 



..I ».. > . 



p64 



Gi^TTCCACc"ATTCTj^GCG' CTATTGTT TT ATATGTGCTT TTGGCGGCGG CGGCGCATTC 
NST MVS AIVL YVL LAA AAHS 

7C go 90 100 110 120 

I I 1 1 1 l~ 

'tGCCTTTGCG " GCGGAGCACt'gCAACGCGCA AATGAAGACG GGTCCGTACA AGATTAAAAA 
AFA A E H CNAQ MKT GPV KIKN 



p64 

"p'64 

_ 

_ 
_ 
_ 

"p64 

_ 

p'6'4 

p64 
p64 



130 140 150 160 170 180 

t I i J J I 

CTTGGACATT ACCCCGCCCA AGGAAACGCT GC AAAAGG AC GTGGAAATCA CCATCGTGGA 
L.DI TPP KETL QKD VEI TIVE 

190 200 210 220 230 240 



yu iuu ^-iv i 

I 1 1 1 1 1 

GACGGACTAC AAC CTACAAGGGG TACTACCAGG CGTATGCGTA 

TOY NEN VI I G YKG YYQ AYAY 

250 260 270 280 290 300 

I I I I i J- 

caacggcggc' 't CGCTGGATC ccaacacacg cgtcgaagaa ACCATGAAAA CGCTGAATGT 

N GG SLD PNTR VEE TMK TLNV 

310 320 330 340 350 360 

J 1 1 1 i —•i-- 

gggca^'g^ CAGGCAGCAG TGCGAGGTGG GCGAAGAGCT 

GKE DLL MWSI R Q Q CEV GEEL 

370 380 390 400 410 420 

I I I I I L - 

GATCGACCGT TGGGGCAGTG ACAGCGACGA CTGTTTTCGC GACAACGAGG GCCGCGGCCA 

IDR WGS DSDD CFR DNE GRGQ 

430 440 450 460 470 480 

1 L 1 i- 1 1 

GTGGGTC AAA GGC Ai^GAGT TGGTGAAGCG GCAGAATAAC AATCACTTTG CGCACCACAC 

W VK GKE LVKR QNN NHF AHHT 

490 500 510 5 20 530 540 



GTCCAAr'AAA "tcgtggcgat' gcggcatttc CACTTCGAAA ATGTACAGCA GGCTCGAGTG 
CKK SWR CGIS TSK MYS RLEC 

550 560 570 580 590 600 

| I k „i „ ]_._._ 1 - i - 

CCAGGACGAC' ACGGACGAGT GCCAGGTATA CATTTTGGAC GCTGAGGGCA ACCCCATCAA 
QDD TDE CQVY ILD AEG NPIN 

610 620 630 640 65C 660 

"CGTGACCGTC^ AACAAAAGTC 
V T V D T V LHRD GVS MIL KQKS 
670 680 690 700 710 720 

"TACGTTCACC^ 

TFT TRQ I K A A CLL IKD DKNN 
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p64 



p64 



p64 



p64 

_ 

_ 



p64 

p64 

_ 

_ 
_ 
_ 

p64 



750 



760 



770 



780 



730 740 

I j I I i — ^ 

'cCCCgTgTCG GATTGACAAT G AT AT AT AT G ATCTTTCTAA 

PES VTR EHCL I D N D I Y DLSK 
790 800 BIO 820 830 840 

AJAACACCT ACCGAGTCAA 
NTW NCK F N R C I K R KVE HRVK 

850 860 870 380 890 900 

] S I - I- — - — j 

" # GAii^GGCCG ACTT^C GCCACAACGT TAGAGCCAAG TACACAGAGG GAGACACTGC 

W RHNV RAK Y T E GDTA 

940 950 960 



R P 

910 



920 



930 



L 



A 



*C ACCAAAGGC GAC C TGATGC AT ATTC AAG A GGAGCTGATG TACGAAAACG ATTTGCTGAA 
T K G DLM HIQE ELM YEN DLLK 
970 980 990 1000 1010 1020 

Tatg^ tgcacgacct 

MNI ELM HAHI NKL NN M L H D L 

1030 1040 1050 1060 1070 1080 

| 1 _ i _Jl - 1 ™ -l- 

'^nMc^T^XCCM^G TGGACGAGCG TTTGATTGGC AATCTCATGA ACAACTCTGT 
^AK VDER LIG NLM NNSV 



I V S V 

3090 1100 1110 1120 1130 1140 

I _ [ „J J ™ 1 1»- 

ttcttc^ca'Wtttgtcgg ACGACACGTT TTTGCTGATG CCGTGCACCA ATCCGCCGGC 
FLS DDTF LLM PCT NPPA 



T 
1150 



1160 
± 



1170 



1180 



1190 



1200 

L~ 



ACACACC AGT "~AATTGCTACA ACAACAGCAT CTACAAAGAA GGGCGTTGGG TGGCCAACAC 
HTS NCY NNSI YKE GRW V ANT 

121 0 1220 1230 124 0 12 50 1260 



.1 



GGACTCGTCG C^T^ATAG ATTTTAGCAA C T AC AAGGAA CTAGCAATTG ACGACGACGT 
DSS QCI DFSN YKE LAI DDDV 



1270 



1280 
I. 



1290 

A. 



1300 



1310 
.1. 



1320 
i_ 



l^G AGTTTTGG ATC C CG AC C A TC GG C AAC AC G AC C T ATC AC GACAGTTGGA AAGATGCCAG 
PT IGNT TYH D S W KDAS 



W I 

1330 

J.. 



1340 



1350 

.1. 



1 360 



1370 



1380 

L_ 



C GGC TGGTCG TTTATTGC C C AAC AAAAAAG CAACCTCATA ACCACCATGG AG AAC AC C AA 
GWS F I A QQKS M L I TTM ENTK 

1390 1400 1410 1420 1430 1440 
I t J 1 1 1 



' GTTTGGC GGC GTC^C ACC A ' * G TC TG AGC G A * CATC ACTTCC ATGGCTGAAG GCGAATTGGC 

TSLSDITSMAEGB L A 



G V 
1450 



1 460 s64R1 147 0 



1480 
± 



1490 

i 



1500 



CGCTAAATTG AC TTCGTTC A TGTTTGGTCA TG TATAATG A GAATTC (SEQ ID NO: 9) 
AKL TSF MFGH v * * EF (SEQ ID NO: 10) 
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Pvul(5691 
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Sail (1) 



SnaBI (357) 

Chicken beta- act in 

promoter (gb:X00182) 

Apal (861) 

X bald 623) 

Rabbit 
beta- Glob in 
intron 




I (3263) 



BamHI (4249) 



BamHI (3912) 



st I (3718) 
Hindi 1 1 (3727) 




sgp64 TgM : pJ}#Mgp64h^>Xvx- ^7^7, 
non-TgM:^h7>Xvi-^70X 
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